(a) PANC-1 cells were treated with siRNAs targeting GRASP55 and GRASP65 at 24 h before transfection with plasmids expressing H723R-pendrin and Arf1-Q71L. Surface biotinylation assays were performed 24 h after plasmid transfection. Depletion of neither GRASP55 nor GRASP65 inhibited the Arf1-Q71L-induced cell-surface expression of H723R-pendrin. (b, c) Effects of GRASP55 overexpression were re-examined using a C-terminal Myc-tagged GRASP55 plasmid in order to clearly visualize the expression of exogenous GRASP55. PANC-1 cells were transfected with the indicated plasmids and surface biotinylation assays were performed. Similar to the results obtained with non-tagged GRASP55 plasmids (Fig. 1e, f) , GRASP55 was not effective in inducing cell-surface expression of H723R-pendrin (b), while it induced the cell-surface expression of ΔF508-CFTR (c). Quantitation of multiple experiments is presented under each immunoblot. **P < 0.01 by one-way ANOVA, compared to lane 1, the number of replicates (n) is presented in each panel. Unprocessed original scans of western blots are shown in Supplementary Fig. 10 .
Supplementary Figure 3 | Effects of treatment with siRNAs targeting binding partners of H723R-pendrin.
(a) Efficiency of each siRNA treatment was validated by quantitative real-time PCR. Control cells were treated with scrambled siRNA. Cells were treated with each siRNA (50 nM) for 48 h. The fold-change in gene expression normalized to GAPDH and relative to the control sample was calculated using the 2 -Ct method (n = 4). (b-f) To induce the unconventional cell-surface expression of H723R-pendrin, PANC-1 cells were treated with brefeldin A (BFA). Then, surface biotinylation assays were performed after knockdown of each candidate protein identified in Supplementary Table 1. Representative immunoblot images are shown in b-e. Quantitation of multiple experiments is presented in f. siRNA targeting Hsc70 reduced BFA-induced cell-surface expression of H723R-pendrin. ** P < 0.01 by one-way ANOVA, n = 3. (g) Treatment with siRNA against Hsc70 inhibited the Arf1-Q71L-induced unconventional cell-surface expression of ΔF508-CFTR in PANC-1 cells. siRNAmediated knockdown of endogenous Hsc70 was visualized in the immunoblot using anti-Hsc70. Quantitation of multiple experiments is presented under the immunoblot images. ** P < 0.01 by one-way ANOVA, difference from lane 1, n = 3. Unprocessed original scans of western blots are shown in Supplementary Fig. 10 . 
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